GFP-CLIP170 Binds to Growing Microtubule

CLIP170, fixed 24 hr later, and labeled by indirect double immunofluorescence using polyclonal rabbit antibodies against GFP (a, c, and
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. not shown). Since GFP has been inserted at the N termiUsually, the dashes slow down, shorten, and then fade nus of the protein, we conclude that an intact CLIPout (this often occurs upon reaching the cell periphery), 170 fusion protein with GFP is expressed. Moreover, a but occasionally stretches of GFP-CLIP170 fluorescence that have stopped moving can also fade out protein of ‫002ف‬ kDa could be immunoprecipitated from evenly along their length (see, for example, the stretch indicated with arrows in Figure 2 ). Velocities of movement along one trajectory appear to be predominantly monotonous, with eventual phases of slowing down or pauses. Importantly, we have never observed dashes moving backward along their original tracks. Occasionally, intense dots of GFP-CLIP170 can be observed, jiggling around at random sites in the cytoplasm, which either disappear after a certain time or generate a new fluorescent dash (see, for example, Figure 3A) .
Fluorescent dashes can measure up to 5 m in length; they are not uniform in size and intensities and they are usually asymmetric, with rather sharp and brightly fluorescent fronts, fading out at their rear ends (see, for example, the patches indicated in Figure 2) . Thus, movement appears to be generated by rapid recruitment of fluorescence to the tip of the stretches and loss of GFP-CLIP170 at their tails. The velocities of moving GFP-CLIP170 dashes were quantified by tracking of their bright tips ( 
